[Abstract] Recently, membrane vesicle (MV) production was described in Gram-positive bacteria, which harbor a variety of components such as toxins, antibiotic resistance proteins, proteases, DNA, and immune modulators. 
Vesicles are not incredibly stable so it is suggested to process them immediately after isolation.
Only Beckman polyallomer/propylene ultracentrifugation tubes can be used for IEM preparation.Polycarbonate tubes cannot be used for this procedure but can be used when purifying vesicles for other experiments. The sonicated (unnatural) vesicles serve as a positive control. It is expected that vesicles from the sonicated vesicle preparation will contain significantly more gold particles than the naturally produced vesicles. One may also expect that sonicated vesicles have a smaller and less variable diameter than that of natural vesicles.
Notes
B. subtilis strain 168 concentrates very quickly but other strains of bacteria may not. B. subtilis strain 168 produces a large quantity of recoverable vesicles and only requires 100 ml of culture whereas other bacteria may require volumes larger than 1 L. Concentrating to small volumes allows for less ultracentrifugation spins and cuts down on the use of the ultracentrifuge tubes. Ultracentrifuge tubes can be washed and re-used but be aware there may be some contamination. 
